INTRODUCTION
Pairs of oligonucleotide primers used in PCR are often designed with restriction sites in their 5' regions. In many cases, the sites are different in the two primers. In this case, amplification generates a target fragment whose termini now carry new restriction sites that can be used for directional cloning into plasmid vectors. The purified fragment and the vector are digested with the appropriate restriction enzymes, ligated together, and transformed into E. coli. In different experiments, the ratio of blue:white colonies can vary between 1:5 and 2:1.
MATERIALS

Restriction endonucleases
12. Fractionate the restricted DNA by electrophoresis through an agarose gel using appropriate DNA size markers. Measure the size of the cloned fragments.
13. Confirm the identity of the cloned fragments by DNA sequencing, restriction mapping or Southern hybridization.
may damage the liver and kidneys. It is also volatile. 
